A high capacity, reusable oligodeoxythymidine affinity column.
A high capacity, reusable oligodeoxythymidine (oligo(dT)) affinity column suitable for purification of polyadenylated mRNA is described. Oligo(dT) molecules, 30 nucleotides in length, were chemically synthesized on an Applied Biosystems DNA synthesizer. Deprotection of the oligo(dT) molecules was achieved by thiophenol/dioxane/triethylamine treatment. Since no hot ammonia treatment was required, the oligo(dT) molecules remained covalently attached to the support matrix. The resulting column has very high oligo(dT) density and can be used directly for purifying polyadenylated mRNA. Column-purified mRNAs were shown to be intact and functional in Northern blot analysis, in vitro translation, and reverse transcription assays.